Background and Aims
Introduction
Uric acid is the final end product of purine metabolism in humans. It is well known that hyperuricemia is a causative factor of gout. However, in recent years, there has been a renewed interest in hyperuricemia because of its association with a number of metabolic disorders other than gout e.g., obesity, hypertension, glucose intolerance, metabolic syndrome, atherosclerosis and cardiovascular disease [1, 2, 3, 4, 5, 6] .
Non-alcoholic fatty liver disease (NAFLD) is defined as the presence of a significant amount of fat accumulation in the liver and includes simple steatosis, non-alcoholic steatohepatisis (NASH) and cirrhosis. The worldwide prevalence of NAFLD in the general population is estimated to be approximately 20-30% in Western countries and 5-18% in Asia [7] . Recently, the prevalence of NAFLD has increased in China with the improvement of life conditions [8] . The association between NAFLD and serum uric acid level has been well documented. However, most studies have explored the impact of elevated serum uric acid on the risk of NAFLD occurrence because NAFLD is typically diagnosed by characteristic echo patterns upon ultrasonic examination, which is limited by interobserver and intraobserver variability [9] and poor sensitivity for detecting mild hepatic steatosis [10] , and it is ultimately unable to provide an accurate measurement of LFC. Although some researchers have used liver biopsy to evaluate the impact of the severity of NAFLD on serum uric acid [11] , because it is an invasive examination, it is limited for use in wide application in clinical practice. A standardized ultrasound hepatic/renal ratio and hepatic attenuation rate used to quantify LFC was established by our group [12] and has provided a manner to explore the impact of the accumulation of liver fat on serum uric acid in a large-scale population study.
Therefore, in this study, we investigated the relationship between NAFLD and the SUA level in the Chinese population and explored the effects of the severity of LFC on serum uric acid and the presence of hyperuricemia.
Materials and Methods

Study design and population
The participants in our study are from the Shanghai Changfeng Study, which took place from May 2010 to December 2012. The Shanghai Changfeng Study, which was approved by the Ethical Committee of Shanghai Zhongshan Hospital, Fudan University and was conducted in accordance with the guidelines of Declaration of Helsinki, is a community-based prospective cohort study of multiple chronic non-infectious diseases in middle-aged and elderly people [13] . Written informed consent was obtained from all study subjects whose deserved rights and interests were monitored by the ethical committee. A total of 5,103 consecutive participants (2,151 men and 2,952 women) aged 45 years and above were enrolled in our study. We excluded 798 subjects (707 men and 91 women) because of excessive drinking (over 140 g for males and over 70 g for females each week). As a result, 4,305 subjects (1,444 men and 2861 women) were included in the final analysis.
Data Collection
Letters were sent to participants with instructions asking them to not alter their diet or physical activity for at least 3 days prior to examination. On the examination day, a questionnaire was administered by a trained researcher to collect information for each participant regarding their lifestyle and medical history. Then, the body weight, height, waist circumference (WC, midway between the lowest rib margin and iliac crest) and hip circumference (HC, widest level over the greater trochanters) of each participant clothed in a light gown was measured. The body mass index (BMI) was calculated as the weight divided by height squared (kg/m 2 ). The waist-to-hip ratio (WHR) was calculated as the waist circumference divided by the hip circumference. The resting blood pressure (BP) was measured three times with an electronic blood pressure monitor (OMRON Model HEM-752 FUZZY, Omron Co., Dalian, China), and then the average was calculated.
Blood samples were collected after a fasting period of at least 10 hours overnight. Fasting blood glucose (FBG), total cholesterol (TC), triglycerides (TGs), high-density lipoprotein-cholesterol (HDL-C), low-density lipoprotein-cholesterol (LDL-C), alanine aminotransferase (ALT), aspartate aminotransferase (AST), γ-glutamyltransferase (GGT), alkaline phosphatase (ALP), blood urea (BU), creatinine (Cr), and uric acid (UA) were measured with an automated bio-analyzer (HITACHI 7600, Tokyo, Japan). The eGFR was calculated using the Modification of Diet in Renal Disease (MDRD) study formula [14] Hepatic ultrasonography scanning was performed on all subjects by an experienced radiologist who was blinded to the subjects' medical information using a GE LOGIQ P5 scanner (GE Healthcare, Milwaukee, USA) with a 4-MHz probe. The interobserver agreement for US hepatic/renal ratio and US hepatic attenuation rate was excellent (ICC = 0.956 and ICC = 0.942, respectively). We measured LFC according to the procedure and formula described elsewhere [12] , and we used 9.15% as a cut-off value for diagnosing liver steatosis. Hyperuricemia was defined as a serum UA level > = 420 μmol/L in men and > = 360 μmol/L in women.
Statistical analysis
All statistical analyses were performed using SPSS software version 16.0 (SPSS, Chicago, IL, USA). Continuous variables were presented as the means±SD with the exception of skewed variables, which were presented as medians with the interquartile range (25-75%) provided in parentheses.
The one-way analysis of variance t test or Mann-Whitney U test was used for comparisons of continuous data among groups, whereas the Chi-squared test was used for comparisons of categorical variables. Pearson or spearman analyses were used to determine the association between serum UA level and other clinical parameters (logarithmic transformed for skewed variables, expressed as LG). Stepwise logistic regression analysis (forward; Wald) was used to evaluate independent risk factors for hyperuricemia. Multiple linear regression analysis was used to determine the association between the serum UA level and other parameters. All statistical tests were two tailed, and p-values less than 0.05 were considered significant.
Results
Characteristics of the study participants
The characteristics of the participants are shown in Table 1 . In our study population, the prevalence of NAFLD and hyperuricemia was 33.1% and 17.1%, respectively. The prevalence of hyperuricemia was higher in patients with NAFLD than that in those without NAFLD (23.5% Patients with NAFLD were younger, had heavier body weights, and higher blood pressures and glucose levels than those without NAFLD. The total cholesterol, triglyceride and transaminase levels were higher, whereas HDL-C was lower in NAFLD patients than in those without NAFLD. Moreover, the level of serum UA was higher in NAFLD than in non-NAFLD participants (327.2±76.8 vs 301.9±77.4 μmol/L, P<0.001).
Relationship between LFC and level of serum uric acid
Univariate correlation analysis demonstrated that the level of serum uric acid significantly and positively correlated with age, BMI, WC, WHR, BP, TG, FBG, 2hBG, ALT, AST, GGT, LFC, BU and Cr, and it significantly and negatively correlated with HDL-C and eGFR (Table 2) . Multiple stepwise regression analysis showed that LFC was an independent factor of the SUA level (Table 3 ). In addition, the SUA concentration increased with increases in LFC. When the LFC was greater than 10%, the SUA was significantly higher than LFC <5% (Table 4) .
Relationship between LFC and hyperuricemia
The prevalence of hyperuricemia increased with each additional 5% of stratified LFC (Fig 1) . There was no significant difference between LFC <5% and LFC 5~10%, but the prevalence of hyperuricemia significantly increased when the LFC was greater than 10% compared with (Table 5) . Multiple logistic regression analysis demonstrated that LFC was an independent factor for hyperuricemia in the total and female population. For a 1 SD increase in the Log LFC, the risk for the occurrence of hyperuricemia was 1.175 (95% CI 1.048-1.318) for the total population and 1.210 (95% CI 1.027-1.426) for females alone. (Fig 2) .
Discussion
In our study, we found that 23.5% of people with NAFLD had hyperuricemia; LFC was an independent factor of hyperuricemia and positively correlated with serum uric acid for both Table 4 . Levels of serum uric acid with increases in LFC.
LFC Total (n = 4,305) Male (n = 1,444) Female (n = 2,861) men and women. The prevalence of hyperuricemia and serum uric acid increased with increases in LFC, and a LFC greater than 10% had a high risk for the occurrence of hyperuricemia.
The prevalence of hyperuricemia in the general population was 8.38~14.71% [15, 16] . However, the prevalence of hyperuricemia in patients with NAFLD was 20~33.4% [11, 17, 18] , which was higher than that of the general population. We also found that 23.5% of people with NAFLD had hyperuricemia. Our results are similar to those of previous studies and indicate that hepatic steatosis has a close relationship with elevated serum uric acid. However, these previous studies have used conventional ultrasound [16] , which cannot relate the severity of hepatic steatosis to the level of serum uric acid or biopsy [11, 17] , an invasive examination, which cannot be widely used for clinical diagnoses or therapeutic follow-up. Thus, our study using semi-quantitative ultrasonography try to determine the LFC, as the severity of NAFLD, with hyperuricemia or serum uric acid.
In our study, we found that serum uric acid was positively correlated with LFC, and there was no difference in this correlation for either males or females. Although the risk of the presence of hyperuricemia increased with a 1 SD increase in log LFC, multiple regression analysis confirmed that LFC was an independent factor for serum uric acid level but for only female subjects. Moreover, we found that a mild increase in LFC (less than 10%) did not increase Prevalence of hyperuricemia with increases in the LFC. In total, the prevalence of hyperuricemia was 13.7%, 14.3%, 24.2%, 24.9% and 23.6%, respectively with each additional 5% of stratified LFC from <5% to > = 20%. In male, the prevalence was 17.4%, 16.8%, 24.5%, 26.1% and 23.0%, respectively; in female, the prevalence was 11.7%, 13.2%, 24.1%, 24.4% and 24.0%, respectively. ※: compared with LFC<5%, P<0.05 doi:10.1371/journal.pone.0140379.g001 serum uric acid and the presence of hyperuricemia. However, when the LFC was greater than 10%, there was a significant increase despite the level of serum uric acid or the presence of hyperuricemia. Furthermore, there was no further increase in serum uric acid and presence of hyperuricemia with increased LFC. These results suggest that the LFC exceed 10% might be the threshold for the presence of hyperuricemia. Our previous studies indicated that the early phase of beta-cell function was deteriorated as the LFC accumulated to 10% [19, 20] , and the participants with LFC higher than 10% had higher odds ratios of impaired glucose regulation as compared with those with LFC below 10% after adjustment for all confounding risk factors [21] . So hyperinsulinaemia or insulin resistance induced by beta-cell dysfunction might increase serum uric acid through increased uric acid production and decreased renal excretion of uric acid [22] . Furthermore, considering the dual role of uric acid as an anti-oxidant and pro-oxidant [23] , we speculate that uric acid may change its role from an anti-oxidant to a prooxidant when the LFC reaches 10%. NAFLD, including simple steatosis, NASH and cirrhosis [24] , is the result of hepatic fat accumulation in patients without a history of excessive alcohol consumption [25] . Recent studies have indicated that NAFLD is linked to increased risk for cardiovascular disease [26] . Similarly, hyperuricemia, previously considered the cause for gout, was also recently found to be linked to cardiovascular disease [4] . After the first case-controlled study describing an association between NAFLD and serum uric acid by Lonardo et al. [27] , several studies have reported a close relationship between NAFLD and uric acid [11, 15, 16, 17, 18] . However, the mechanisms by which NAFLD associates with serum uric acid remain unclear. Most studies have considered that the increased prevalence of NAFLD is due to elevated serum uric acid [16] . Elevated serum uric acid at baseline increases the risk for NAFLD [28, 29] . However, some studies have indicated that the accumulation of hepatic fat or steatohepatitis induces increased serum uric acid [11, 30] . Hyperinsulinemia or insulin resistance induced by hepatic steatosis increases the production of uric acid, reduces uric acid excretion [3, 22] and eventually results in hyperuricemia. Elevated serum uric acid may be a marker of endogenous inflammatory cytokines responding to hepatocyte damage [31] .
In conclusion, the clinical implications of our study are as follows: 1) we found that the accumulation of LFC is associated with an increased prevalence of hyperuricemia and elevated serum uric acid in the general population, and 2) there is a threshold value for the LFC associated with the risk of hyperuricemia or elevated serum uric acid. We should be concerned with people who have greater than 10% LFC and metabolic abnormalities. The limitations of our study are as follows: 1) this was a study of the middle-aged and elderly population, we could not select gold standard, such as liver biopsy or magnetic resonance spectroscopy, for diagnosing NAFLD and we also could not distinguished patients with NASH and non-NASH which required to be diagnosed by liver biopsy as gold standard; 2) we could not consider the role of insulin resistance in the relationship between NAFLD and hyperuricemia; and 3) our study was a cross-section study, which could not demonstrate a clear causal relationship between NAFLD and hyperuricemia. Further prospective studies are needed to eliminate the causal relationship with these two diseases.
